. Peripheral B cell maturation. II. Heat-stable antigen(hi) splenic B cells are an immature developmental intermediate in the production of long-lived marrow-derived B cells.
. Serum Immunoglobulin Titers from Myb f/f CD19-cre and Control Mice
Blood was collected from unimmunized Myb f/f CD19-cre (n = 6) and littermate control mice (n = 8) by disruption of the retro orbital plexus, and serum immunoglobulin concentrations were determined by ELISA. Briefly, serum antibodies were captured on microtiter plates using Goat (Southern Biotechnology Associates) or Rat (BD Pharmingen) anti-Mouse isotype-specific antibodies. IgM antibodies were then detected with Goat-anti-Mouse IgM conjugated with alkaline phosphatase (Southern Biotechnology Associates). IgG subclass, IgA and IgE were detected with Rat-antiMouse monoclonal antibodies specific for each isotype conjugated to biotin and developed with alkaline phosphatase conjugated to streptavidin (BD Pharmingen). IgG1 antibody was detected with a Rat-anti-Mouse IgG1 monoclonal antibody directly conjugated to alkaline phosphatase (BD Pharmingen + splenic B cells were stimulated with anti-IgM, anti-CD40, or both and assayed for proliferation using CFSE and for survival using Topro-3. Stimulation with anti-CD40 (10 µg/ml) and anti-IgM (1 µg/ml or 5 µg/ml) was carried out using 1 × 10 6 B cells cultured at 1 × 10 6 cells/ml, and CFSE fluorescence was measured on cultured CD19 + Topro-3 -B cells 96 hr after stimulation. c-Myb-deficient B cells stimulated with anti-IgM alone were initially able to proliferate as well as control B cells, but by 96 hr in culture, a smaller percentage of live B cells were recovered (39% ± 8% and 20% ± 10% for control and c-Myb-deficient B cells, respectively, p < 0.005) that had undergone multiple rounds of division compared to controls. No difference was observed in proliferation or the percentage of live cells recovered after stimulation with anti-CD40 alone (74 ± 6 and 71 ± 4) or anti-CD40 plus anti-IgM (62 ± 12 and 58 ± 11). For immunoblotting, whole-cell lysates were prepared from purified B cells using YRIPA buffer containing small peptide inhibitors as previously described (Aziz et al., 1995) , fractionated by SDS-PAGE, transferred to nitrocellulose, and incubated with 3 µg/ml anti-Bcl-2 (3F11) (BD Pharmingen) or 0.2 µg/ml anti-β-Actin (I-19) (Santa Cruz, CA), followed by Mouse-anti-Hamster-HRP (1:5000) (BD Pharmingen) or Rabbit-anti-Goat-HRP (1:10,000), respectively (Zymax, San Francisco, CA). Blots were developed using enhanced chemiluminescence (Amersham, Piscataway, NJ). Samples from 2 control and 1 Myb f/d CD19-cre mouse are presented, with 100 µg and 50 µg of protein loaded for each. Similar results were obtained in two independent experiments. 
Growth Factor Withdrawal
Myb-deficient B cells initially undergo apoptosis more rapidly than controls when cultured in complete medium. Fragmentation of DNA in B cells 0, 2, 4, 6, and 24 hr after growth factor withdrawal is shown. Gel presents results from a mouse having the mean percentage of apoptotic B cells at 4 hours in complete medium (NT) in Figure 5F . Cells were harvested and cultured as in Figure 5F . Results are representative of six independent experiments. The assay was performed as described (Doi et al., 1999) . Figure S6 . p100 Processing to p52 after BLyS Stimulation Splenic B cells from control and mutant mice were stimulated for 24 hr with or without rBLyS followed by immunoblotting of whole-cell lysates prepared using RIPA buffer (50 mM Tris, 150 mM NaCl, 1% NP40, 0.5% deoxycholate [pH 7.2] plus small peptide inhibitors). Samples were fractionated on an 8% acrylamide gel, transferred to nitrocellulose, and incubated with Rabbit-anti-p100/p52 (Santa Cruz) at 0.4 µg/ml, followed by anti-Rabbit-HRP (1:1000) (Amersham) and analyzed by enhanced chemiluminescence. Membranes were then stripped and incubated with Rabbit-anti-Pan-ERK (Cell Signaling) at the manufacturer's recommended concentration, followed by anti-Rabbit-HRP to confirm balanced loading of protein between samples. Similar results were obtained in 2 independent experiments. et al., 1993; Opstelten and Osmond, 1983) . All values include mean (×10 6 ) ± standard deviation (SD) of the number of mice analyzed. Myb f/w CD19-cre (n = 7) 1.4 ± 0.7 0.9 ± 0.4 0.5 ± 0.2 3.7 ± 1.0 28.6 ± 8.7 
